The efficacy and safety of the boceprevir (BOC)-containing triple therapy in Taiwanese treatment-experienced patients remains elusive. After 4 weeks of peginterferon/ribavirin lead-in therapy, patients with cirrhosis or previous null-response received triple therapy for 44 weeks; whereas others received 32 weeks of triple therapy followed by 12 weeks of peginterferon/ribavirin therapy. Patients with HCV RNA > 100 IU/mL at week 12 or with detectable HCV RNA at week 24 of treatment were viewed as futile. A total of 123 patients received treatment. The rates of sustained virological response (SVR) and relapse were 66.7% and 8.9%, respectively by using intention-to-treat analysis. Multivariate analysis revealed that factors associated with SVR included HCV-1b (odds ratio [OR]/ 95%
Introduction
The treatment of chronic hepatitis C (CHC) has evolved in the era of direct-acting antiviral (DAA) agents. Despite the drastic innovation of DAA in the treatment of CHC, pegylated interferon (peginterferon) and ribavirin combination therapy remains the standard-of-care in most Asian areas including Taiwan. This is due not only to lack of the availability but also to the cost burden in these areas. A favorable sustained virological response (SVR) rate could be achieved in 70-85% of treatment-naïve patients [1, 2] and 60-72% [3, 4] of treatment-experienced patients in Taiwan due to the relatively higher rate of favorable interleukin-28B genotype in East Asia. [5] [6] [7] Nevertheless, a substantial number of patients remains refractory to peginterferon/ribavirin therapy. Introduction of DAA is essential for this population, particularly for patients with advanced liver disease who are in urgent need of viral eradication.
The introduction of the 1 st generation of protease inhibitors, boceprevir and telaprevir, has greatly improved the SVR rate; and an increment in SVR rate of approximately 30% and 40% has been demonstrated in treatment naïve and experienced patients, respectively, as compared with patients receiving peginterferon/ribavirin dual therapy. [8] On the other hand, the triple therapy frequently causes adverse events particularly in cirrhotic patients, which preclude its accessibility in clinical practice. [9, 10] Notably, reports regarding the safety and efficacy of boceprevir in Asians are scarce. With the rapid evolution of DAA, more potent agents have come to market. [11] [12] [13] The issue of early identification of patients who are not candidates for the 1 st wave of DAA is of particular interest.
National Taiwan University Hospital, China Medical University Hospital, Taipei Veterans General Hospital and National Taiwan University Hospital. The study was carried out according to the guidelines of the International Conference on Harmonization for Good Clinical Practice. All patients gave their written informed consent prior to enrollment.
Patient selection
A Boceprevir Named Patient program (NPP) for compassionate use prior to registration was conducted in 14 participating hospitals in Taiwan in 2013. HCV genotype 1 (HCV-1) patients who previously failed prior peginterferon/ribavirin dual therapy were enrolled. Previous treatment responses of the eligible patients included relapse (defined as HCV RNA undetectable at the end of treatment but reappearance of HCV RNA during follow up), partial response (defined as HCV RNA reduction > 2 log IU/mL at week 12 (W12) but detectable throughout the treatment period), and null response (defined as < 2 log IU/mL viral reduction at W12 of treatment). Patients were excluded if they had co-infection with human immunodeficiency virus or hepatitis B virus dual infection, history of receiving other direct anti-viral agents, overt liver decompensation, history of organ transplantation other than cornea or hairs, hemoglobin < 12 gm/dL for females and < 13 gm/dL for males, neutrophil < 1500 mm 3 , and platelets < 90,000 mm 3 .
Regimen
Subcutaneous peginterferon alfa-2b (1.5 μg/kg/week) plus oral ribavirin based on body weight (1000 mg/d for weight < 75 kg and 1200 mg/d for weight 75 kg) were prescribed in addition to boceprevir (800 mg, 3 times daily). After 4 weeks of peginterferon/ribavirin lead-in therapy, patients with cirrhosis or previous null-response received triple therapy for 44 weeks; whereas others received 32 weeks of triple therapy followed by 12 weeks of peginterferon/ribavirin therapy.
Patients with HCV RNA >100 IU/mL at week 12 (W12) or with detectable HCV RNA at W24 of treatment were viewed as futile. [14] Dose modification of ribavirin was based on the instruction of the manufacture if hemoglobin level was < 10 g/dL, and the use of erythropoietin was at the discretion of the investigators.
Laboratory testing
The serum HCV RNA at baseline, treatment W4, W8, W12, and W24 were determined by standardized automated real-time PCR assays (Roche Cobas Taqman HCV v2.0 Roche Diagnostics GmbH, Mannheim, Germany) with a detection limit of 15 IU/mL; or RealTime HCV (Abbott Molecular, Des Plaines IL, USA) with a detection limit of 12 IU/ml). [15] HCV genotype was determined by a reverse hybridization assay (Versant HCV Genotype 2.0 assay, Siemens Healthcare Diagnostics, Illinois) or a real-time PCR assay (Abbott RealTime HCV Genotype II; Abbott Molecular, Des Plaines IL, USA). [16] The sustained virological response (SVR) was defined as seronegativity of HCV RNA throughout 24 weeks of post-treatment follow-up period.
Statistical analysis
The safety profile assessments, including data on all adverse events, were collected. Efficacy that evaluated virological responses was performed on an intent-to-treat basis. Since HCV RNA levels at W8 of treatment were not routinely checked at each participating site, only patients with available HCV RNA data were evaluated for W8 virological response. /L) x 100. [17] The area under the curve (AUC) was compared using receiver operating characteristic (ROC) analysis. An attempt was made to derive a suitable clinical cutoff of HCV RNA levels that would best predict futility. The cutoff point was determined by choosing the point on the ROC curve with the closest distance to the (0,1) point. Multivariate analysis was performed to judge the factors associated with occurrence of severe adverse events (SAEs) and SVR. All statistical analyses were performed using the SPSS 12.0 statistical package (SPSS, Chicago, IL, USA) and were based on two-sided hypothesis tests with a significance level of P < 0.05.
Results

Patients
A total of 123 patients (mean age, 56.7 years; 63.4% males) were recruited. The demographics, virological, and clinical features of the 123 patients are shown in Table 1 . The mean HCV RNA levels were 6.3 log IU/ml. The majority of patients (91.9%) were infected with HCV genotype 1b and 34 (27.6%) patients were cirrhotic. Previous treatment responses, including relapse, partial response, and null response, accounted for 55.3%, 18.7%, and 26.0%, respectively, of the Table 1 . Characteristics of 123 chronic hepatitis C patients who failed previous interferon-based therapy. Abbreviations: HCV, hepatitis C virus; AST, aspartate aminotransferase; ALT, alanine aminotransferase. study population. Twenty-nine patients terminated treatment before end-of-treatment. Among them, fourteen (11.4%) were due to adverse events, thirteen (10.6%) were due to virological futility, and 2 patients withdrew treatment due to personal reasons (Fig 1) .
Safety
The safety profile of the 123 patients is shown in Table 2 . Nineteen (15.4%) patients had missed at least one dosage of boceprevir due to non-adherence. SAEs occurred in 26 (21.1%) patients (S1 Table) . Univariate analysis of baseline factors associated with SAEs included old age, female gender, higher AST levels, low platelet counts and APRI > 1.5. Logistic regression analysis revealed that APRI > 1.5 was the single factor associated with SAEs (odds ratio [OR]/95% confidence intervals [CI]: 3.77/ 0.97-14.98, P = 0.05) ( Table 3) . Twenty-four (51.1%) of 47 patients with APRI>1.5 were cirrhotic.
Treatment responses and factors associated with SVR
By intention-to-treat analysis, the percentages of patients with undetectable HCV RNA at W4, W8, W12 and W24 were 14.6%, 61.5%, 74.8% and 79.7%, respectively. The rates of end of treatment virological response (EOTVR), SVR and relapse were 73.2%, 66.7% and 8.9%, respectively (Fig 2) . Univariate analysis of factors with SVR included male gender, low HCV RNA levels, higher platelet counts, higher albumin levels, HCV-1b genotype (compared to HCV-1a), previous relapse (compared to null-response), and BOC adherence. Multivariate analysis revealed that factors associated with SVR included HCV-1b (OR/CI: 19.23/1.76-525.15, P = 0.01), BOC adherence (7.69/1.55-48.78, P = 0.01), serum albumin levels (OR/ CI:6.25/1.14-40.07, P = 0.03) and HCV RNA levels (OR/CI:0.34/0.12-0.79, P = 0.01) ( Table 4) . Factors associated with W12/W24 futility Among the 13 patients who early stopped treatment due to virological failure, eleven had HCV RNA > 100 IU/mL at W12 and the remaining 2 had detectable HCV at W24 (Fig 1) . We further evaluated factors associated with W12/W24 futility in the treatment cohort.
Baseline factors
As shown in Table 5 , the association of baseline factors (including demographics, biochemistry, liver disease severity, pretreatment response, and HCV RNA levels) with W12/W24 futility was assessed. Based on univariate analysis, only high HCV RNA level was associated with W12/W24 futility; patients with W12/W24 futility had significantly higher pretreatment HCV RNA levels (6.8 ± 0.5 log IU/mL vs. 6.2 ± 0.8 log IU/mL, P = 0.02). The cut-off HCV RNA level used to distinguish futility was 6.52 IU/mL (AUC 0.73, P = 0.006). Patients with futility had significantly higher proportions of HCV RNA levels > 7 log IU/mL than those without futility (53.9% vs. 17.5%, P = 0.004). On-treatment viral kinetics
As shown in Table 5 , both HCV RNA levels and the magnitude of viral reductions at W4 and W8 of treatment were associated with W12/W24 futility. The best cut-off values of absolute HCV RNA levels for predicting W12/W24 futility were > 5.01log IU/mL at W4 (AUC 0.87, P = 0.003) and > 2.49 log IU/mL and W8 (AUC 0.97, P < 0.001), respectively. The best cut-off values of poor viral reduction for predicting W12/W24 futility were < 2.08 log IU/mL decline at W4 (AUC 0.80, P = 0.007) and < 3.47 log IU/mL decline W8 (AUC 0.95, P < 0.001), respectively. Patients with poor W4 and W8 virological response (either high HCV RNA levels or relatively low levels of viral reduction) with different cut-offs had significantly higher rates of futility (Table 5 and Table 6 ).
Since baseline and on-treatment viral kinetics were the major determinants of futility, we final tested the combined effects of viral kinetics in predicting week 12/24 futilities. Merging the cut-off values of HCV RNA > 7 log IU/mL at baseline and HCV RNA > 6 log IU/mL at W4 provided the earliest and best combination of viral kinetics in predicting week 12/24 futility with a PPV of 100% and an accuracy of 93.5% (Table 7) . Among 25 patients with baseline HCV RNA level > 7 log IU/mL, 5 (20%) had HCV RNA level > 6 log IU/mL at week 4.
Discussion
The safety and efficacy of boceprevir treatment in Asian populations has been rarely reported. In the current study, we demonstrated comparable virological responses in Taiwanese patients that were similar to what has been reported in the West. [18] The regimen was also well-tolerated; only one out of ten patients terminated treatment due to adverse events. Instead, about half of the patients who terminated treatment early were due to futility or poor on-treatment responses. Importantly, we identified that early viral kinetics before W8 of treatment highly predicted futility at W12 or W24 of treatment. The prediction could be identified as early as W4 of treatment; all the patients with baseline HCV RNA > 7 log IU/mL and W4 > 6 log IU/ mL after peginterferon/ribavirin lead-in encountered W12/W24 futility. Patient compliance to the regimen in the current study was similar to that found in Western populations. [19] Adherence to treatment determined treatment outcome in patients with peginterferon/ribavirin dual therapy, and it held true for patients receiving the boceprevir-containing regimen. [19] It has been suggested that anemia and dysgeusia were the two most frequent adverse events encountered in the boceprevir-containing regimen as compared with peginterferon/ribavirin dual therapy. [20] Accordingly, we noticed that half of the patients experienced hemoglobin < 10 g/dL, leading to dose reduction of ribavirin. Of note, eight out of ten patients in the current study had dysgeusia, which seemed proportionally higher than what has been reported in the West. [18] Whether a racial difference exists to explain this discrepancy awaits further investigation.
The rate of SAEs was as high as 40.0% in the interim analysis [10] and 49.9% in the final report [9] of the CUPIC cohort. However, the rate of SAEs was only 11.0% (164/1548) in the 3rd phase 2/3 boceprevir registration trials, and drug discontinuation attributed to adverse events was similar in the peginterferon/ribavirin (12%; 67/547) and boceprevir/peginterferon/ ribavirin arms (13%; 205/1548). [19] A similar result was observed in the current Asian cohort where about1/10 of the patients discontinued therapy due to adverse events and half of the patients who discontinued therapy did so due to virological futility. The difference in the proportion of patients with advanced liver disease among different studies might have contributed to the difference in the rate of SAEs. Both low albumin level (< 3.5 g/dL) and platelet counts (< 100,000 /mm 3 ) were predictive of SAEs among the cirrhotic patients in the CUPIC study [9, 10] , and a platelet count >100,000 /mm 3 has been one of the baseline factors associated with an SVR. [9] However, only 1/4 of the patients were cirrhotic and only one patient had a pretreatment level of albumin < 3.5 g/dL in the current study. We did not observe similar results in the CUPIC study. Instead, we found that high APRI was associated with SAEs in the patient cohort with heterogeneous characteristics and these results await replication and further validation.
We have previously shown that poor virological response, in addition to unfavorable interleukin 28B carriage at W4 of treatment, could be viewed as a rapid stopping rule for patients receiving peginterferon/ribavirin dual therapy. [21, 22] The adding of boceprevir has broken the rule that a significantly higher proportion of patients could achieve an SVR even if they had had poor virological response after 4 weeks lead-in of peginterferon/ribavirin. [18, 23] Instead, the futility rule of boceprevir-containing triple therapy has been refined as HCV RNA > 100 IU/mL at W12 of treatment based on the analysis of SPRINT-2 and RESPOND-2 cohorts. [14] More recently, the stopping rule has moved forward to W8 of therapy. Patients with HCV RNA < 3 log IU/mL reduction had nearly no chance for cure, particularly those with cirrhosis. [24] In addition, we argued that the prediction could advance even more to W4 of treatment. After 4 weeks of peginterferon/ribavirin lead-in therapy, all the patients with baseline HCV RNA > 7 log IU/mL and W4 > 6 log IU/mL would meet the W12/W24 futility rule. For these very difficult-to-treat patients, treatment should be deferred and shift to more potent anti-viral agents.
[11] Although many IFN-free DAA regimens are approved for HCV-1 patients in Western countries, most are currently unavailable in Asian countries. [25] Our novel results may guide physicians regarding early treatment decisions or may alter the treatment strategy. In conclusion, HCV-1 treatment experienced Taiwanese patients treated with boceprevir-containing triple therapy in real world had treatment responses and safety profiles comparable with those reported in clinical trials. The early viral kinetics at week 4 highly predicted futility at W12 or W24 of treatment.
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